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Administrative Instructions, Section 422) 
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AO YAM A, Tamotsu 

Aoyama & Partners 

IMP Building, 3-7, Shiromi 1-chome 

Chuo-ku 

Osaka-shi, Osaka 540-0001 
JAPON 


Date of mailing (day/month/year) 
14 March 2002(14.03.02) 


Applicant's or agent's file reference 

662636 / 


IMPORTANT NOTIFICATION 


International application No. 
PCT/JP01/06209 


International filing date (day /month/year) 
18 July 2001 (18.07.01) 



1. The following indications appeared on record concerning: 
X the applicant 



the inventor [ | the agent [ [ 



the common representative 



Name and Address 


State of Nationality 


State of Residence 


KOYANAGI, Satoru 

c/o JURIDICAL FOUNDATION THE CHEMO- 
SERO-THERAPEUTIC RESEARCH INSTITUTE 
6-1, Okubo 1-chome 
Kumamoto-shi, Kumamoto 860-8568 
Japan 


JP 


JP 


Telephone No. 


Facsimile No. 


■ / 




Teleprinter No. 



2. The International Bureau hereby notifies the applicant that the following change has been recorded concerning: 
I I the person 



the name 



□ 



the address 



□ 



the nationality 



□ 



the residence 



Name and Address 

KOYANAGI, Satoshi 

c/o JURIDICAL FOUNDATION THE CHEMO- 
SERO-THERAPEUTIC RESEARCH INSTITUTE 
6-1, Okubo 1-chome 
Kumamotp-shi,,Kumamoto 860-8568 
Japan 



State of Nationality 
JP 



Telephone No. 



State of Residence 
JP 



Facsimile No. 



Teleprinter No. 



3. Further observations, if necessary: 



4. A copy of this notification has been sent to: 
I X| the receiving Office . . 
I I the International Searching Authority 
I I the International Preliminary Examining Authority 



I X[ the designated Offices concerned 
I I the elected Offices concerned 
I I other: 





The International Bureau of WlPO 
34, chemin des Cofombettes 
1211 Geneva 20, Switzerland 

Facsimile No.: (41-22) 740.14.35 


Authorized officer 

Susumu KUBO 

Telephone No.: (41-22) 338.83.38 



Form PCT/18/306 (March 1994) 



004726601 



PATENT COOPERA"riikl TREATY 



PCT/JPOl/06209 



PCT * /^K^ 

NOTIFICATION CONCERNINck^—^^ 
SUBMISSION OR TRANSMITTAl^^W^ 
\Jr rrtlUni 1 Y UULrUivltiM 1 

(PCT Administrative Instructions, Section 41 1 ) 


From the INTERNATIONAL BUREAU 


^3[o: 

/ AOYAMA,Tamotsu 
Aoyama & Partners 
IMP Building, 3-7, Shiromi 1-chome 
Chuo-ku 

Osaka-shi, Osaka 540-0001 
JAPON 


Date of mailing (day/monthi/year) 
19 October 2001 (19.10.01) 


Applicant's or agent's file reference 
662636 


IMPORTANT NOTIFICATION 


International application No. 

PCT/JP01/06209 


International filing date (day/month/year) 
18 July 2001 (18.07.01) 


International publication date (day/month/year) 
Not yet published 


Priority date (day/month/year) 
21 July 2000 (21.07.00) 


Applicant 

JURIDICAL FOUNDATION THE CHEMO-SERO-THERAPEUTIC RESEARCH INSTITUTE et al 



1 . The applicant is hereby notified of the date of receipt (except where the letters "NR" appear in the right-hand column) by the 
International Bureau of the priority document(s) relating to the earlier app!ication(s) indicated below. Unless otherwise 
indicated by an asterisk appearing next to a date of receipt, or by the letters "NR", in the right-hand column, the priority 
document concerned was submitted or transmitted to the International Bureau in compliance with Rule 17.1 (a) or (b). 

2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 

3. An asteriskt*) appearing next to a date of receipt, in the right-hand column, denotes a priority document submitted 
or transmitted to the Internationa! Bureau but not in compliance with Rule 17.1(a) or (b). In such a case, the attention 
of the applicant is directed to Rule 1 7.1 (c) which provides that no designated Office may disregard the priority claim 
concerned before giving the applicant an opportunity, upon entry into the national phase, to furnish the priority document 
within a time limit which is reasonable under the circumstances. 

4. The letters "NR" appearing in the right-hand column denote a priority document which was not received by the International 
Bureau or which the applicant did not request the receiving Office to prepare and transmit to the international Bureau, 

as provided by Rule 17.1(a) or (b), respectively. In such a case, the attention ofthe applicant is directed to Rule 17.1(c) which 
provides that no designated Office may disregard the priority claim concerned before giving the applicant an opportunity, 
upon entry into the national phase, to furnish the priority document within a time limit which Is reasonable under the 
circumstances. 



Priority date Prioritv application No. Country or regional Office Date of receipt 

or PCT receiving Office of priority document 

21 July 2000 (21.07.00) 2000-220600 jp iq Sept 2001 (10.09.01) 



The International Bur au of WIPO 
34, chemin des C lombettes 
1211 G neva 20, Switzerland 



Facsimile No. (41-22) 740.14.35 



Authorized officer ""-^ 
Peggy Steunenberg 

Telephone No. (41-22) 338.83.38 



Form PCT/IB/304 (July 1998) 



r 004385996-f 



PATENT COOPERAlU^ TREATY 



wo 02/08249 
PCT/JP01/06209 



From the INTERNATIONAL BUREAU 



PCT 

NOTICE INFORMING THE APPLICANT OF THE 
COMMUNICATION OF THE INTERNATIONAL 
APPLICATION TO THE DESIGNATED OFFICES 

/DOT Dill A 4>ir»^ ftArH'fAmMA\ 

tru 1 nuie 4/. 1(0// Tirst sentence/ 


To: 

AOYAMA, Tamotsu 

Aoyama & Partners 

IMP Building, 3-7, Shironni 1-chome 

Chuo-ku 

Osaka-shI, Osaka 540-0001 y^STppN^. 
JAPON 


Date of mailing (day/mo nth/year) 
31 January 2002 (31.01.02) 






Applicant's or agent's file reference 
662636 


IMPORTANT NOTICE 


International application No. International filing date (day/nnonth/year) Priority date (day/month/year) 
PCT/JP01/06209 18 July 2001 (18.07.01) 21 July 2000 (21.07.00) 


Applicant JURIDICAL FOUNDATION THE CHEMO-SERO-THERAPEUTIC RESEARCH 

INSTITUTE et al 



1. Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailihg of this notice: 

KR,US 



In accordance with Rule 47.1 (c), third sentence, those Offices will accept the present notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

AE,AG,AL,AM,AP,AT,AU,AZ,BA,BB,BG3R,BY,BZ,CA,CH,CN,C0,CR,CU,CZ,DE,DK,DM,DZ,EA,EC, 

EE,EP,ES,FI,GB,GD,GE,GH,GM,HR,HUJD,IUiN,!SJP,KE,KG,KZ,LaLK,LR,LS,LT,LU,LV,MA, 

MD,MG,MK,MN,MW,MX,MZ,NO,NZ,OA,PL,PT,RO,RU,SD,SE,SG,SI,SK,SUTJ,TMJ 

The communication will be made to those Offices only upon their request Furthermore, those Offices do not require the 
applicant to furnish a copy of the international application (Rule 49,l(a-bis)). 

3. Enclosed with this notice is a copy of the international application as published by the International Bureau on 
31 January 2002 (31.01.02) under No. WO 02/08249 

REMINDER REGARDING CHAPTER II (Article 31(2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 1 9-month time limit 

Note that only an applicant who is a national or resident of a PCT Contracting State which is bound by Chapter II has the 

right to file a demand for international preliminary examination (at present, all PCT Contracting States are bound by Chapter II). 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and the PCT Applicant's Guide, Volume II. 



The International Bureau of WlPO 


Authorized officer 


34, chemin des Colombettes 


J. Zahra 


1211 Geneva 20, Switzerland 




Facsimile No. (41-22) 740.14.35 


Telephone No. (41-22) 338.91.11 



Form PCT/IB/308 (April 2001 ) : -4615000-' 
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(B.>g.^) 2 1. 0 7. 0 0 





1 . H^I§S^^f5£^ 



5. Sj^{± 



|x] tmiA^d'SttiLfct^^^^^-r^o 

□ |gIII|H{C;T^$ixTt^-5J;9{C, i£i6tT3^iJ^47* (PCT3SI(J38.2(b)) <D%-&\Z^^ 



6. Si^st ttic^a^iLSEid. 



□ *lillil5Wro#iaS:-@J;<^LTi^5. 



«I3CPCT/ I SA/2 1 0 (Bl'<-v') (1 9 9 8^7.^) 



WH^WIi*^ PCT/J PO 1/0 6 2 0 9 



&^8^S3« (PCT 1 7^fe(2)(a)) (Dj^SlCiO. C<OB^IB««^»iifc<?5a*|C J; 9 ii*0D«^la(0-^|cov^xf^ 



3. □ it*o«iH it. ?«eJi5IS*<D«Sffl-CfcotPCTj^ij6.4(a)<om2XS.U«m33CW^^t:: 



rt-C-fo-So LTS^LT-^iJib, liSOSgm, ±|2#tii^^Ji:t®^EP 71166 A2 (TONEN CORP) 11.9^,1996 
■ (11.09.96)(riB^$ti,Ti/^-575-6. ff^lfT'jSVvr t7i50je)75^<t7*£o7to 

Ld^L, m'am&^m\^w^-r^^x-hfi:< . •t^x(Dm^'^mfim-^(Dm.mz^\^xm^-ti>^t 



□ Wiw^^^m^nm-^tmz\mKt-h^m.^tLXi)^h'ofz. 



«IS:PCT/1 SA/2 10 (S 1 -i-i^roi^JS (1) ) (1 9 9 8¥7fl) 





HE ~~ 1 

^^S^fflHIW^ rOl/J rOl/06209 


A. ^^(om-ti>^^(D^m mm^n^m (i po ) 




Int. Cl' C07K1/18. C07K2/00 




B. wi^^n^ti^m 


USSrtTofcS/MJfigilsf mWMn^m (IPC) ) 




Int.Cl' C07Kl/18,C07K2/00 





WPI (DIALOG) . BIOSIS (DIALOG) , JICST QOIS) , MEDLINE (DIALOG) 



X. 
Y 

X 
Y 

X 
Y 



EP 731166 A2 (TONEN CORP) 11.9^.1996 (11.09.96) 
& JP 8-238090 A & JP 8-238091 A & US 5976832 A 
P. 10 Example:2 #fiB 

US 5258497 A (BOEHRINGER INGELHEIM INT GMBH) 2.11^.1993 (02.11.93) 
& EP 409053 A & JP 3-175992 A & DE 4021979 A & CA 2021147 A 

Cliff ROSS, et. al. , Isolation of parvalbumin isotypes by preparative 
HPLC techniques. , 

PREP. BIOCHEM. & BIOTECHNOL. , (1998) . VOL 28, No. 1, p. 49-60 



1-15. . 
17-20. 23-35 
16. 21, 22 

1 -35 
16, 21, 22 

1-15, 

17-20. 23-35 
16. 21. 22 



xnk (a*s:#-t-) 
roj am\zx^mm. mm. jg^^twssi-a^ti^ 



fTj mmmmG.xiim^^m\z.''jim^fitzxmx-h'^x 
tarn t ^m-i-i t nx'\tfi < , (owMx^-m^ 

fYj mz^m(r>hhxm.xh^x. ^i^mtmcom 
^nXW^tn. ^mm\^t^x^mxhz>m^\z 

r&j ^ F 7 T 5 y 



2 4. 10. 0 1 



13.11.01 



mmmm(r)^^'^^xj-hx% 

95{=B1tl^)T. (I SA/J P) 
1 0 0-8 9 1 5 



4N 



9 8 3 9 



03-3581-1101 3488 



«3:PCT/I SA/2 1 0 (^a-i-v^) (1 9 9 8¥7.B) 




(19) t&#fliwm*«ttiia 
2002 ^1 ^31 a (31.01.2002) pcT WO 02/08249 Al 



(SI) C07K 1/18, 2/00 (72) ^B^#;fccfcl/ 

nu mmn'mmJ^- PCT/JPOI/06^09 ZOKAMI, Hiroshi) [JP/JP]. (FURUKAWA, 

(21) S|5S5tiSM#^. PCT/JPOl/06-09 ^jp^^p^ tliljjd (SUGAWARA, Keishin) 

[JP/JP]. ^ X (ONCHI, Tatsufumi) [JP/JP]. 

(22) UlStiiMB : 2001 ^7^18 0 (18.07.2001) _ ^ ^kOMATSU, Kazuhiro) [JP/JP]. /b il ^ 

(KOYANAGI, Satoru) [JP/JP]; =f 860-8568 

(25) m^\hmo)mEi :$;TtT:^^-Ti6#i^i^H?iA^bJ^J^jfait^j^ 

W^FfTl^ Kumamolo (JP). ^lH^Sj^M (YOSHIZAKI, 

(26) m^<ii:mO>m^: e^lg Hideo) [JP/JP]; =r350-1315 i^2mSJair!T:ikAg459-16 

Saitama ( JP). 

(30) ffe ■^n — >. ^ • 

!N^1S|^000-'^^0600 2000 ^7^215(21.07.2000) JP (74) ftSA: #Lil 9. ^(AOYAMA, Tamotsu et al.); T 

" 540-0001 :^Bg)?^:^!15m*^IEi^MiTa3S7# IMP 

(71) ailiA(^g^K^<±•CO^|^glCOt^r;: ^a>^A e;U»aj4#l^*^P^Osaka(JP). 
<b^5Lll[ljt«Si£P^^ (JURIDICAL FOUNDATION 

THE CHEMO-SERO- THERAPEUTIC RESEARCH (81) fl^H (HF^;: AE, AG, AL, AM, AT, AU, AZ, BA, BB, 

INSTITUTE) [JP/JP]; =r860.8568 m:^^m:^m:km BG, BR, BY, BZ, OA, CH, CN, CO, CR, CU, CZ, DE, DK, 

-T @ 6# I ^ Kumamoto (JP). »fD<*5C^^1± (KOWA DM, DZ, EC, EE, ES, FI, GB, GD, GE, GH, GM, HR, HU, 

\ COMPANY, LTD.) [JP/JP]; T 460-0003 Sftl « * S ID, IL, IN, IS, JP, KE, KG, RR, KZ, LC, LK, LR, LS, LT, 

j m EiS H T @ 6S29^ Akhi ( JP). LU, LV, MA, MD, MG, MK, MN, MW, MX, MZ, NO, NZ, 



^ (54) Title: METHOD OF PURIFYING CALCIUM ION-BINDING PROTEIN 

^= (57) Abstract: A method of purifying a calcium ion-binding protein by the cation exchange method whereby the calcium ion- 
as binding protein is conveniently and efficiently separated and purified from a liquid containing the calcium ion-binding protein and 
= contaminants without resort to any pretreatment of, tor example, adding a chelating agent More particularly, the method comprises, 
= in the process of purifying a calcium ion-binding protein, adsorbing the protein by a cation exchanger in the presence of calcium ion, 
^ washing and then eluting. A calcium ion-binding protein obtained by this meUiod which is substantially free from any impurities. 

^ (57) Wm-. 

3 ®o)ftsi^ife. mfmL-^sm^i. »!?#bi^s^aw^-^^«^s^^wu;&v^;^7/^^x 



wo 02/08249 Al liiiilililiiliiiililiHi 



PL. PT, RO, RU, SD, SE, SG, SI, SK, SL, TJ, TM, TR, TT, 
T2, UA, UG. US, UZ, VN, YU, ZA, ZW. 

(84) l&^S (/Sli;: ARIPO #1^ (GH, GM, KE, LS, MW, 
MZ, SD, SL, SZ, TZ, UG, ZW), IL — 7 vTif#|^ (AM, 
AZ, BY, KG, KZ, MD, RU, TJ, TM), 3 ~ P 'V 
(AT, BE, CH, CY, DE, DK, ES, FI, FR, GB, GR, IE, IT, 
LU, MC, NL, PT, SE, TR), OAPI ^^f^ (BF, BJ, CF, CG, 
CI, CM, GA, GN, GQ, GW, ML, MR, NE, SN, TD, TG). 



wo 02/0824y 



PCT/JPOl/06209 



m B # 

zt^lxye^T^yKS^^ (EDTA) /£if(D^U— V^J^«U -fix 2» 



wo 02/08249 PC i/JPO 1/06209 

2 

*fc. 2 5 8 2 8 6<2f^ictt, 

WP^(Dm^lSiX:^^mmzL&<^^'r^^tifi^^^X\i^'^ (Chem. Pharma. 
Bull., 38, 1957-1960, 1990) „ T^^^^^^xVVfi. J^z/ViXr!? ;r^^:JM.-Cl|g 

15 5o 

- 1 7 4 0 2 3^$B) . 4- B ■Ctt^ a^a^xSWtJ: J: "9 • if T- 

(#lflBH6 4-2 0 0 9 5-^^, #M¥3-2 1 9 8 7 5-§-<i^^) 
^ ir (c i t? ^#-r 5 ^ i: /6S 

J: OftS^tbTV^fc (Jurgen Romischfe. Biochera. J. 272, 223-229, 1990, T. 
R. Havrthornet), Journal of Biotechnology 36, 129-143, 1994) o 

25 mm(Dm^ 



V PCT/JP01/0620!> 
WO 02/0824:/ 

3 

bmm^3-2 1 9 8 7 5^^^{^Pi^bfcMm -r^i^h. mi&mm 

iJfe^^m. ^V^-C^ :S'(ti;57;i-'>'>AM(75{g:T'bt<«l^*. i^^;r 



PC ./JPOl/06209 

WO 02/08249 

4 . 

^2(C*3VNT. a) . b) SlD^c) It. •^tbmiir'l':ri/55m^ci-^>^~7 7 

1114(i. r^-^v-VV I coSP— fe7Ti=i-^^t±i''"^^ — ^^^"^^ 
HIS}*. r^-=¥v'>'V I COSDS-PAGEtDife^^^i'^K'Cfc?),, 
1 :BioRad:/^:^X^>F-^-;&-Sfi«: 1fB(116,000). BS 

A(80,000). PT/1'7'$V(52.500). ;i7/V7)?c:^yi5' TV t Fy-if (34,900). 
i5^-f X F y T'V^'I' y t tfiJ'- (29, 900) . y i/5=-«-i>. (21, 800) ; l^- V 2 : T;^^ 
^^^y^'V I ^^^'p ; V-yZ : DEAE-Toyopearl^WI^ (f-V7°/V) ; l^- 
^4 . SP— Ir^Tn-;^^ yyi^'v'a VNo. 5 ; l^-i^S : ^yi^VaVN 
o. 7 ; Ix-^-e : 77^->3 ^-No. 9. l^-V? : ^^i^^i^a VNo. 1 6 ; 
l^-yS : yyi^'y^ i/No. 5 1 ; ^-^9 : ^y^i/a >No. 5 4 ; 
1 0 : 77^^^3^No. 5 7. 

1117 ft. M?jg@^XHf^<7)SDS-PAGE(Z5^ll*^-f«-C'fc5. l^- 
VI :BioRad:/v;^7^'rvK«r-;;t;-Me®:*;^*y7--^B(116.000). B 
SA(80,000). PT;Vy 5:^(52, 500). :*;V5j?::i5'^T:/t K7>-^(34,900). 
X M) W V t: tf-^ - (29, 900) . V ^/^-^ (21, 800) ; U-^- 2 : miR 



wo 02/0824, PCT/JPOl/06209 

5 

7 . i^-v5 : ^^iJ'Va^No. 1 1 ; ^-^6 : yy^v^aVNo. 1 

(SP-Sepharose) . CM— fe7rn-:^ (CM-Sepharose) . CM— fe/Vci 
(CM-cellulose) . SE— fe/Vn-:^ (SE-cellulose) . S-7.y:^uv'y 
15 (S-Spherodex) . SP-;^7:rPV/V (SP-Spherosil) ^Vvf tbOii^-C 

3 0 g mm-^^m'^mx^h^o $f * l < i y y h/v^^ "5 , 15-2 

20 Ogt^^M^Mo 

:ty^^^mmm^'tm<Dmmt. m:k.\t. 1 ~ 1 5 0 c m/^-c^ 

ffl-e§2.;!|5, 15'^10 0cm/^X^mir^<Oi)mt.h<. 5 0-8 0 cm/ 

1 ~ 1 5 0 c m/mommxm-^mxh^^K 3 o ~ i o o c m/mxmmi- 

25 5(7)d5$f*L<. 3 0~8 0 cm/ll#T'feffi-r?)(^dS$bt-^ff*'-^^ 

i^{k:T y^=^^ mm-mtm^^fi'^o mm(omm\t 5-100 mMo^H-e 



WO02/08249 PC./JP01/06209 

6 

^<^pH|itl4, 5~1 0<^|5!lT'feffl^tg-Cfe5^^ 7°n7^T— ^dS|^*$;h.§ 
*#T. 8-9. 5T'^fflt6iii::6S^*ti/\ M(-iSf*U<tt, 20mM (p 

A|r^tf2 0mM:fe^bT^^=e7Ail^|^ (pH9. 0) ^^l-^Cir^JSg^ 

5 -5^ L < ft, ±l3it-fbT A^^i^fd 1 ~ 5 0 0 mM. 5(C$f t L 

< f45 0~5 0 OmM. EiC-liif ^ L < (4 5 0 ~ 3 0 0 niM©:gfb-:>- h U ^Jx 

Mife-fbr ^ J>.Wm ( p H 9 . 0 ) (C, 2 0 0 myimcf h y !? ASr^D 



wo 02/0824? PCT/jrPOl/06209 

7 

10 m^^ri^ \-^yy^-tii}£(D^n^^-rY^yy^~m<DmnTM^mMi 

ni^fi^o ^^MrWmm. m^:t:y^mi^^-^h^yy-(-x^mcT^^iyiy 

15 V-^^®^&. 5 0 inM:®{bf- h V A|r-g-tf 1 0 mM U YV <y d^WmW. 

(pH7.4) xWMi\:,hfzQ-±y7^-^fiyMz.T-:fy^\^. mW^s 5 
0 mMt^ ^ 5 0 0 mM^T'OS'fk-:^ ^ U 'J' AOiij^?i*<fe)gaT*^m Us i !9 flM 

20 T^-^iyi^i^Yiimt^ft^^mthxm\fhfi^i)K ^i\.hm\^hmm 



wo 02/08249 PC . / JPOl/06209 

8 

tKx^. mM. mmu mm. mmm(Dmm<D^mx^m&i,cm^ 
T^-^'y^YMMm^^mmit. ^wtam^^mm^ (i^ii¥3-2 1 9 8? 

5) (Dj^fe{^tJ§vM^ISUfCo ^O'f^^:^&^iait-^*l-^l':^-o Jfc^s, Hue: 
joits rcPB-ij \t rr^^i/^-vj ^i^ttx-fc^o 

(1) T^^iyyvm^^'f-o^u-=^:y^ 

mmmmE c o r i i:imiiLx#fciT;t^ p uc 1 1 s^^^ ij^-f^E c o r i ^ 

(2) m^-:f77.^Y(Dm^ 

pMKT7?:flJP5^3ilNc o IRXJ^S a c I-CW^. T^-^iX^^VSititfe 

LT WSrX h o I mmmLt B a mH I ^^IfC&lil^^U. :Lj^^^^^^ ^ 
-p P S 105Xh o I31U«B amH I^^ffit^AbTlimy^:^ 5 Kp AP 



wo 02/08^4, PCT/JPOl/06209 
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(3) «X.fr(^f^ 

f^^y (Saccharomyces cerevisiae AH22) 

(1) T^^^v'yvS^m^:t^e<^i^* 

10 T^>^iX^^vm^^x.^«% 2 L(D5i^^^i^J4&(--t 2 8°C. 3 0 f^lit^U 

fc, ^\,^X'^il^S8-L<DmiSmM\^^U 2 8'C. 2 0PBlWtfCo Ml-> 

^T^/^^'^-^S g. • 77KfPtlO. 5 g) lcfilx.ilt'2 SX,, 

2 4B#PBltfabfCo 
15 (2) T^-=^v-VV(D:k*3^S^tfl^il 

ii^{^J;?)«ffibfc„ ::ttlw@^i&^*px.-c^m^tfc^ (pHS.o) §rm\ ^ 

■^UfCo 2 0 mMi^{b:*/Vv^!?^Jtt; 5 0 mM^^fc-t- h ]) A^-^tf 

2 0mM:^'(kTV^::^!j7Ai^«?^ (pH9.0) T?W{kUfc* 



PCi/JPOl/06209 

WO 02/08249 

10 

^(O'^. 2^rxMmcri^^^^ mm (pH9.0) TT^^^^rv-c/V^^ili 
Ufc. 

a) 

t^2 0mMii-fbT>'^^e^i-IS«i^ (pH9.0) -^-WtUfc:^ 

tf2 0mMSfkT^-^::-I>Ai^®?^ (pH9. 0))-eT^=^i-:^V?:^W Ufc 
(Pl»S:tJ^m^«^il^5i •• 56.7cm/^) , ^^^^^^^ i^"^ 1- 

fcB#cD^t±i^^^-V^gl2(D (a) . (b) m (c) t^^Jxm^bfce 

0. 14M NaCl^^tPlOmMr/m»l^ (pH7.2) 
-fbbfcTSKgelGSOOO SWxl (7.8minIDX30cm) \Z-^P< 2 0 L ^T:/9 

.fu ,^5ii2 5.6cm/Bt-etfotc„ *fc. [^^ :*-y^m^ ^ ^ ^ 

5 0mMm■:^-^y ^>-^^^ii'10"^MP>'^-^-bye^-^^« (pH7. 
(Sl32fcIE. 9 0 0~9 0 1H) (cl]X«$^^-CV^?,-/■^y>'•^^y!>■^«>« 
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mi 









(%) 


8 1.86 


10 0 




0. 9~1. 0 


0. 9~1. 0 



2 : mm^r^-^i^yyo^i 



s 



\1(DXU (4) ^-r:^->Sm^t^•^^^9•7.^'-^^*3V^■r. 2 0ml 

i\:^;u-^t7J^RXJ^5 omM^^t^vy '?A^^tf2 0mMm\:.ry^=^^ J^mm 

m (pH 9. 0) (D-lttJ^ 1-2 0mMig^k:^/W'>i^S:^J'5 OmMS^bi" h 'J 
A^^tf2 0mM^:^y^liM (pH6.0) lrfflV\ 5 0 mM;a^e> 3 0 0 m 
MtT'Oi^-fb^ h y J>^CDW.^mm^W. (2 OmM^^b:^;^Vi^'>^^^tf 2 Om 

M^-ibT t7 M.mmm ( p h 9 . 0 ) ) (Di-t "9 2 0 mM^ ymmmm 
(pH6. 0) ^M^^tcmitmmmitmmi^Lx.m^x.r^-^'yyy^mm 

Lfc (fcfcL. mmmm •. 1 5. 5-5 4. e cm/^s :3 9 cm/ 

(1^5 OOg) (7)«MS^trl^^^7^;^LfCo 2LO^a«. 
;(7;Vi/^>J:.s 0. l%Triton X-1 0 0jtt)^5niM-<yXT^i;^V^*5 OmM 

by^-HCi®«f?g (pH7.4) v-^)-y^-fvy^-^it^^'^^ 

^Xbfco CiixlrlO.OOOrpm-e20i5-f^3i'il^bTefc®|f|5^iSr*«t). 3 0 
OmLcDSOmM EDT A^'fr 5 OmM h U :^-HC 1 (pH7.4) 

^t)?^®U its^'y&A-^Uzo r*L=grStJ510.0 00r pmT?2 0^IS» 
b-C> i:?tOttffi?^&lEli|XU (5is^3 0 0mL) . ^tiM^S 3 g ^Sr^iDU-C 3 
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6 o%m^u^i^m^ 5 0mMh 3 ^-Hc\ mmm (pH7.4) x^mmu 

-Toyopearl (3x2 0 cm) Km^^tz. llir«T'?fe#m. mmmm (1 
8 OmL) ;5^bO. 3M NaCl ^^^ti" 2)111 5 0 mM h y y^-HCl 
(pH7.4) (18 OmL) ^IrO^iH-e^tB (77 >'4 mL/9=-^- 

T') ie*)(0T^^i/^VIIi77i^i/3^No. 4 6-5 0^^1553^^^ 

ta^tbfCo T^>^V:/VIi®5>=^2 0mM^^t:T^^^'>-2^ (pH9.0) \m 
:t*l-6^(-2 OmMi^^[:;t//ViX^7i^-&^2 OmM^'fbTV^^^'-^^W 

( p H 9 . 0 ) K UfCo 2 0 mM^^b^/ViX iJ^ ^-^^ 2 0 mUmtT 

(pH9.0) T'W{kLfcSP-fe7Tn-;^FF (1.5x8c 

m)^m^^ (134. 77^'>3VNo. 1-1 5) . ^mmmxmw'^. ^ 

4 5-7 0) o #MwW^^oV^t:^^5l76SDS-PAGE%^fV\ ^(^i^^ 
1:121 5 ItZ.^ UfCo 

1^9^mm@mxmi- (J^lmg) ^2 0mMMJ;^-HCl^W (pH8. 
0) T'^L. ^tb{c2 0 0mMm^k;&^vi^!>-2^^1 0 5><Dll:^nb-C. ft^ 
^131 2 0 mMi^-fk^^Vv- •> i=s-gr^ 2 0 mM h y ;^-HC 1 i^^^S (p H 8 . 0) 
(CUfCo 20mMm;&/^i-'?-^^W20mM^yx-HCl^®?« (pH8. 
0) -C'¥«bfcSP— fe770-^FF (0.8x7 cm) 2 0 

mM^^t;&/Vi-l>i-^*2 0mMby;^-HCmM (pH9.0) Xmm. 
0 . SM^-fk-^ h y t7J>,^^^ir^ 2 OmM b y ;^-HC 1 (p H 9 . 0 ) 

(me) o |2l7{C#®5^i3:oVNT^jS7cSDS-PAGE«rtTotc!^^%*-t'. 
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ft * (7) 15 ffl 

2. irEK*X^;J5, 5~l 0 OmM©;&/^v'!>A-r:^■^'#^SET"efTt>i^ei 

4 . ^mMiMtK 1 ~ 1 5 0 c m/'it<^llii-efT^pti.-5 :i h ^1#^gc t -f- 5 

5 . ilf5®*xm;5S . 1 5 ~ 1 0 0 c m/BfcDHjiX'trt'tL 5 r. ^ i t" 

6 . tfflS®^XS*s, 5 0 ~ 8 0 c m/B#0||ji-etT^3ti/-5 i: ^Sr^^t h.-f^ 

mcwm-h ^ i g; !9 ^tt?ti5 i h km. h 1 511*5 1 «cf5«twm 

9. lfllB^tiJXS;6S, !?y^?>-^:^-y5 0~ 5 0 0 

10. HlfB^aiXgdS^ *^W!>A-f;^-^i^^©;^;i>y^-^;^y5 0~3 0 

1 2 , 1 ~ 1 5 0 c m/f^(Dmixnt>^^ i t ^ijt^ 1" 
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Sit^^l^ 7^ 8, 9, IQXitl HZ.fmO:^W:c 

1 3 . mB^taXUtK 3 0 ~ 1 0 0 c m/f^<DmMX'n^fl^ Z t t 

1 4 . StilB^aii^;^^^ 3 0 ~ 8 0 c m/i^(DUmx^nt>n6 t t i" 
5 511^^1 2 tc:|E«(^m 

15. wiBm^ty^mS-Wi^, SP— t^TO-;^, CM— fe^ro— 
. CM— fe/vci— SE-ir/va— S >'ainx5/i5';^, S.t)^S P -:?v:7 

1 6 . ftilB*yv^>i^7 A^;t>'IS-a^t4geg;6^ T^>^i/ly I ~V I I J; 
10 l^;5^bS{^;J^fc%©-C•fe§. mim. 1 ~ 1 5 ©V^-f ^x;&i{c:|BiJ(^:;^feo 

itHeKtr-^tP^ H*^ 1-16 OV>-f i^;6:.tE«<^;^?feo 

1 8 . • mxmi^ p h 5 i o ■c^T^oi^5, h^j® 1 ~ 1 7 (z^v^-r 

15 19. ful2®# • ^{tlXm;^^ p H 8 ~ 9 . 5 X'nt>tl^. fS^I 1 8 {CfBicO 

2 0 . ffEpj^* • ^ttjia^^ p H 9 T^fT^^tts s ii^js 1 9 Ktm<Di?'mo 

2 1. |fiiaP^«Xg;4^ 1 0~3 0mMC0;>&;WV!>A'Y:tV#^T, pH8~ 
9.5(C-C15~100 cm/m(Dm^Xnhtl. fulB^lUXm;^^ ^jV^y^J^ 
20 -r 5inM*«fC{ST$-BrS*\ Xt4N a L i *RX^K*X 9 ?Je-5Sl 

*^b3ifi^L}t;{7!J'>'i5'--Y^:/5 0~3 0 OmM^^AOf -Sd-tJcij; f3 3 0~8 

0 c m/i^(Dm&xnt>iv. mwi^ :ty^mum^ s p -±77n—p^x^h ^ . 

25 ynTT—^m^^i^^. f»*iS 1 {ClB^com 

2 2. Wm'R^XmK 1 0~3 OmM^D*/^iX'>i^-f';ty#iiT^ pH8~ 
9. 5{CT1 5-1 0 0 c m/^O^Jg•C'^T^^tl^ m^iHT-mK iJ/^'y^J^ 
^ 5 mM*«tC^T^*53i\ XltN a L i ■^aU5K+ j; /jiSSl^ 

e'y;?--^ ;a-:<^ 5 O 0 mMil:^i-S r;fcl^j:!!)30-'80cm 
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y'^^'mmmm^. 

10 

2 5. 10-3 OmM<^;«7/U't^!j7A-i'^y#iSETl?=fT5, ft^^2 4(riB^O 

2 6. 1 ~ 1 5 0 c m/^ro^iii-efT 5 s IS*lI 2 3 ~ 2 5 CD V ^-rt^;i)Hiffl«^ 

15 27. 15~100c m/BtOHig-TcIf 5 . f«*^ 2 6 \Z$mL<Dlf'm, 

2 8. 5 0 ~ 8 0 c m/H#©^3iT'fT 0 > 2 6 J^iagcO^fe 

2 9. fit2if^;^yS^^^*:;iS^ SP— ^77^-^, CM— fe^rp^;^. 
CM— t/l^n S E— fer/Vc— S -;^73ia7'y StJ^SP->5.:7 

20 3 0. |lil3;i7^Vi^'j7A^;r^^^S6^;6S. r^^^xvi~vi I J:^);^^^ 
ttgeSCtr^tp, fl^«2 3~3 o©v^i*n/5H^E«©:J^^feo 

3 2. pH5~10T'tT^^ %%im.2Z^Zl(0\^-ff\.Mz.^(Ol5mo 
25 3 3. PH8~9. 5-e^T9, f*^^3 2Jv:E«©m 

34. pH9-t?tT5. ft3}^^3 3{C|Bit0^fe 

3 5 . m-t.^ 1 ~ 3 4 (7) V >-f ti^McEi4<^;^&tc i # 55^5 ^jvm.^m^^ 
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1 A 



i 



^ CPB-I ^ / iJ' — f /v-^ft^iv^-fc -5 



• Y1088 (C7 7 - A. gtll Sri 



1 



)itM7 7-i^DNA 
EcoRItmb | EcoRim puciis 



on 




Eco R I(0.9kb) 
Ncol(l.lkb) 



(2.6kb) Eco RI 

Hindnl Sacl(2.1kb) 
(2.4kb) 



Nco 



j NcoiySacI 
I » Sad 



wo 02/0824;. 



PCT/JPOl/06209 



2/8 



(9.6kb)PstlEcoRI(l) 
(9.4kb) Hind III>X=3— ^ / Pst I (0.8kb) 




Hind III (2.5kb) 
Bam HI (2.7kb) 
Xhol (2.7kb) 



(6.8kb) Eco RI' 

(6.0fcb) Eco RI X 

(5.9kb) Hind III I ' nnSkbo") 
Eco RI (5.3kb) U^-^^"P>' 



XhoI/BamHI 



XhoI/BamHI 



Pst I Eco RI . 



Hind III 



Pst I 



EcoRI 
EcoRI 
Hind III 




EcoRI 



Hind III 

BamHI 
Xhoi 

Hind in 
Xhol 

pAPCPB-I 
(11.2kbp) 
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b) 




A 



10 15 
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5 1 0„ 15 
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CM to 
082V 
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CO 



eg 



1117 



If 

m 

X 

m 



t t t t t t 



5 

w o ii 2 o 

»^ S ^ "N^ ^ 

^ o .lis- =N'iJ I 

PQ §; -f^s, -Ky =^ 



